Methods

Extraction and expression for H + -ATPase protein on cell membrane
As described previously (Li et al., 1999) , BCAECs were collected in sucrose buffer containing protease inhibitors and homogenized. After centrifugation of the homogenate at 6000g for 5 minutes at 4°C, the supernatant containing the membrane and cytosolic fractions (termed the homogenate), was aliquoted and frozen in liquid N2 and stored at -80°C until used. Microsomal and cytosolic fractions were prepared by differential centrifugation of the homogenate at 2000g for 10 minutes, 10000g for 20 minutes, and 100000g for 90 minutes. The 100 000g-pellet was the microsomal fraction, whereas the final supernatant was the cytosolic fraction. The microsomal and cytosolic fractions were used for western blot analysis for H + -ATPase protein expression.
Destaining of FM2-10 in BCAECs
BCAECs were loaded with 100 µM FM2-10 for 2 h. Then the cells were washed with FBSfree medium and a low power (excitation 488 nm) of laser was used to scan cells. The experiments were used to detect lysosome fusion to the cell membrane, which was established in previous studies (Harata et al., 2006; Zhang et al., 2007) 
